1. Introduction {#sec1-biomedicines-08-00073}
===============

Chemotherapy is the most common cancer treatment that has increased the survival period and quality of life in patients with cancer \[[@B1-biomedicines-08-00073],[@B2-biomedicines-08-00073]\]. DDP is widely used in clinics for the treatment of a spectrum of solid tumors, including ovarian, cervical, bladder, lung, gastric, and head and neck cancer. DDP exercises its anticancer activity by binding to purine bases either in genomic DNA (gDNA) or mitochondrial DNA (mtDNA), which generates DNA lesions that prevent the production of DNA, mRNA, and arrests DNA replication. It activates several transduction pathways, which ultimately results in apoptosis \[[@B2-biomedicines-08-00073],[@B3-biomedicines-08-00073],[@B4-biomedicines-08-00073],[@B5-biomedicines-08-00073]\].

There are several mechanisms for chemoresistance. DDP enters cells either through transporters or through passive diffusion \[[@B6-biomedicines-08-00073]\]. Several studies have demonstrated an association between a loss of copper transporter, CTR1, and the reduction of platinum entering cells, resulting in drug resistance \[[@B7-biomedicines-08-00073],[@B8-biomedicines-08-00073]\]. Besides, active efflux of platinum from the cells via copper exporters (ATP7A and ATP7B) and elimination through glutathione S-conjugate export, GS-X pump plays a role in DDP resistance. The ATP-binding cassette (ABC) transporters play a critical role in cellular resistance to multiple drugs in different types of tumors. Specifically, ABCB1, ABCC1, and ABCG2 are associated with multidrug resistance. These members function as cell membrane pumps that are capable of expelling drugs from cancer cells. Thus, overexpression of these transporters has been widely associated with adverse patient outcomes in many different tumors. Recent studies have implicated ABCG1 in cancer-initiation and considered it as a chemotherapy target in precipitously dividing cells. Also, ABCG1 facilitates extracellular vesicle (EV) lipid efflux and alters tumor growth. In ovarian cancer cells, epigenetic reactivation of ABCG2 is an early molecular event leading to resistance \[[@B9-biomedicines-08-00073],[@B10-biomedicines-08-00073]\]. Beside ABC transporters, cysteine and methionine, sulfur-containing amino acids, present in the cytoplasm of cells are known to contribute to the inactivation of active cisplatin by binding to sulfur. Furthermore, increased DNA repair mechanisms and downregulation of apoptotic pathways are implicated in cisplatin resistance \[[@B11-biomedicines-08-00073]\].

Unfortunately, chemotherapy treatment strategies give rise to many side effects. DDP, like other therapeutic agents, exhibits several side effects, including hepatotoxicity, nephrotoxicity, neurotoxicity, and ototoxicity \[[@B12-biomedicines-08-00073],[@B13-biomedicines-08-00073],[@B14-biomedicines-08-00073]\]. Hence, new adjuvant agents that potentiate anticancer activities of DDP and counteract its adverse effects are urgently needed. Recent studies revealed that combination therapy using natural products is a beneficial therapeutic strategy to overcome the side effects of cisplatin. Emerging preclinical studies indicate that combination therapies with doxorubicin, 5-fluorouracil, cisplatin, and paclitaxel promote anticancer efficacy without elevating toxicity \[[@B15-biomedicines-08-00073],[@B16-biomedicines-08-00073]\]. The combination of low concentrations of cisplatin or paclitaxel with natural antitumor compounds, curcumin, wogonin, Scutellaria altissima L, and vitamin-D3 was shown to enhance the antitumorigenic effects of platinum-based drugs in various cancer cell lines and animal tumor models \[[@B17-biomedicines-08-00073],[@B18-biomedicines-08-00073],[@B19-biomedicines-08-00073],[@B20-biomedicines-08-00073],[@B21-biomedicines-08-00073]\]. The concurrent administration augments anticancer efficacy and reduces the use of chemotherapy drugs. All of the studies demonstrate that side effects associated with DDP can be dampened by administrating low concentrations of DDP, which can be achieved in combination with other agents that would increase the sensitivity of the cancer cells to DDP. Consequently, this can reduce the adverse outcome triggered by drugs. This indication may pave the way for a useful approach to combat cancers, provided that the plan involves a regimen with a low concentration that has minimum side effects.

Earlier studies have shown that a combination of progesterone-calcitriol treatment synergistically inhibited the growth of endometrial and ovarian cancer cell lines \[[@B22-biomedicines-08-00073],[@B23-biomedicines-08-00073],[@B24-biomedicines-08-00073],[@B25-biomedicines-08-00073]\]. To date, whether the progesterone-calcitriol combination can effectively promote efficacies of anticancer chemotherapeutics has not been explored. Herein, we assessed the effects of the progesterone-calcitriol combination on DDP anticancer effects in ovarian and endometrial cancer cells. Our data revealed that progesterone-calcitriol combination could potentiate the anticancer activities of DDP in cancer cells by attenuating the concentration of MDP-1, ABC transporters, and SMAD2/3 signaling proteins.

2. Materials and Methods {#sec2-biomedicines-08-00073}
========================

2.1. Cell Culture and Reagents {#sec2dot1-biomedicines-08-00073}
------------------------------

Three human ovarian cancer cell lines, ES-2, TOV-21G, and UWB1.289, were obtained from the American Type Culture Collection (ATCC, Manassas, VA, USA). Endometrial cancer cell lines, HEC-1A and HEC-59, were purchased from the ATCC and the AddexBio (San Diego, CA, USA), respectively. Routinely, all cell lines were initially expanded and cryopreserved within one month of receipt. Cells were generally used for three months, at which time a fresh vial of cryopreserved cells was used. Ovarian cancer cell lines ES-2, TOV-21G and UWB1.289 cells were grown in McCoy's 5a Medium (ATCC) with 10% FBS, in 1:1 mixture of MCDB (Sigma, St. Louis, MO, USA): medium 199 with 15% fetal bovine serum (FBS) and in a 1:1 mixture of Mammary Epithelial Basal medium (MEBM, Lonza, Walkersville, MD, USA) and Roswell Park Memorial Institute (RPMI) medium 1640 (Thermo Fisher Scientific, Waltham, MA, USA) supplemented with bovine pituitary extract (BPE), hydrocortisone, human recombinant epidermal growth factor (hEGF), insulin, penicillin and streptomycin and 3% FBS respectively. Endometrial cancer cells HEC-1A were cultured in McCoy's 5a Medium with FBS. The HEC-59 cells were cultured in Iscove's Modified Dulbecco's Medium (IMDM) from Thermo Fisher Scientific (Waltham, MA, USA). All media were complemented with penicillin and streptomycin to a final concentration of 1%. The cells were cultured at 37 °C in a humidified atmosphere containing 5% CO2. Forty-eight h later, the media were substituted with the same media but containing charcoal-stripped FBS.

All cell lines were treated with various concentrations of DDP in the presence or absence of progesterone, calcitriol, or the combination for 76 h and IC~50~ (half maximal inhibitory concentration) was calculated for each cell line. To test whether the addition of progesterone, calcitriol, or progesterone-calcitriol combination increase the antitumor effects of DDP, ovarian and endometrial cancer cells seeded in 96-well microplates were exposed to various concentrations of DDP (0, 0.25, 0.5, 1.0, 2.0, 4.0 and 8.0 μM) alone or with the addition of IC~50~ of progesterone (20.0 µM), calcitriol (30.0 nM) or the combination of the two. The viability was assessed. The combination of progesterone and calcitriol was indicated by a combination index (CI) as defined by Chou et al. \[[@B26-biomedicines-08-00073]\] and calculated with CompuSyn (ComboSyn, Inc., Paramus, NJ, USA). CI values of less than one, equal to one, and greater than one were defined as synergistic, additive, and antagonistic, respectively.

To examine the effect of DDP, progesterone, calcitriol or the combination on PI3K/AKT and MEK/ERK, cancer cells were pretreated with ERK kinase inhibitor PD98059 or with PI3K inhibitor LY294002 for 1 h and then treated with or without DDP, progesterone, calcitriol or the combination for 72h. Cellular extracts were analyzed for the expression of pERK and pAKT, by Western blotting.

It is well established that ABC transporters are expressed in various cancer cells. The effect of progesterone-calcitriol combination and DDP on ABC transporter proteins was assessed by culturing the cells in the presence or absence of ABC transporter inhibitor, Elacridar hydrochloride (Thermo Fisher Scientific) for 76 and expression of MDR-1 and ABCG2 was examined by Western blots.

For a set of experiments, cancer cells were pretreated with or without TGFβRI/II blocker, LY2109761, which was dissolved in 100% DMSO at a stock concentration of 10 µmol/L. The concentration of DMSO did not exceed 0.1% in any assay. Vehicle and pre-treated cells were then treated with DDP alone or in combination with progesterone, calcitriol, or the combination of the two for 76 h. The effect of treatment on cell proliferation and expression of SMAD2/3 was assessed by MTS assay and Western blotting.

2.2. Cell Viability Assay {#sec2dot2-biomedicines-08-00073}
-------------------------

Ovarian (ES-2, TOV21G, and UWB1.289) and endometrial cancer cells (HEC-1A and HEC-59) were seeded into a 96-well plate at a density of 0.5 × 10^4^ cells/well in quadruplicate and cultured overnight. Cells were treated with increasing concentrations of progesterone, calcitriol, and the combination of the two. After 72 h of treatment, 20 μL CellTiter 96 AQueous One Solution reagent (Promega Corporation, Madison, WI, USA) was added to each well followed by an additional 4 h incubation and measurement of absorbance at 490 nm using a using an ELX800 microtiter reader (Winooski, VT, USA). Cell viability was expressed as a % change of treated cells over vehicle-treated cells. An IC50 of a treatment agent at which it attained killing of half the total number of cells within 72 h was calculated using the GraphPad Prism 5.0 software (San Diego, CA, USA).

2.3. Western Blot Analysis {#sec2dot3-biomedicines-08-00073}
--------------------------

Cells treated with DDP in the presence of progesterone, calcitriol, or the combination of the two were collected for protein extraction. Cell lysates were prepared with radio-immunoprecipitation assay (RIPA) buffer containing protease and phosphatase inhibitors. The protein concentration was assessed by bicinchoninic acid assay (BCA, Thermo Fisher Scientific). The supernatants with an equal amount of protein were separated on SDS-PAGE gels. Proteins then were blotted onto PDVF membranes and incubated with primary antibodies and the corresponding secondary antibodies. The antibodies used were pPI3K, ABCG1, ABCG2 from Abcam (Cambridge, MA, USA), pERK, MDR-1 from (Santa Cruz Biotechnology, Dallas, TX, USA), pSMAD2/3, SMAD2/3 (Cell Signaling Technology, Danvers, MA, USA) and β-actin (Sigma). The enhanced chemiluminescence system was used to visualize the protein bands as recommended by the manufacturer (Thermo Fisher Scientific). Bands were quantified by densitometry using ImageJ software (version1.51j8, NIH, Bethesda, MD, USA) and protein band intensities were normalized to β-actin.

2.4. Statistical Evaluation {#sec2dot4-biomedicines-08-00073}
---------------------------

Each experiment was conducted at least three times. Cell proliferation experiments were performed in quadruplicates. Data were expressed as the mean ± standard deviation from at least three independent experiments. Comparisons between groups were performed using the two-tailed Student's t-test. The analysis was done using GraphPad Prism-6. Results were considered to be statistically significant when *p* \< 0.05.

3. Results {#sec3-biomedicines-08-00073}
==========

3.1. Progesterone and Calcitriol-Progesterone Combination Enhanced the Anti-Proliferative Effects of DDP on Ovarian and Endometrial Cancer Cells In Vitro {#sec3dot1-biomedicines-08-00073}
---------------------------------------------------------------------------------------------------------------------------------------------------------

To determine the 50% inhibitory concentration (IC~50~) of progesterone and calcitriol on cancer cells, we treated ovarian clear cells (ES-2, TOV-21G), BRAC-1A null cells (UWB1.298) and DNA mismatch repair-deficient endometrial cancer cells (HEC-1A and HEC-59) with various concentrations of progesterone (10, 20, 40 or 80 μmol/L), calcitriol (10, 20, 40 or 80 nmol/L) for 76 h. Cell viabilities were assessed and quantified by MTS assay. The IC50 values for progesterone, calcitriol treated cells were 21.24 ± 1.25 µM, 31.02 ± 2.21 nM (ES-2), 25.18 ± 2.14 µM, 34.75 ± 2.56 nM (TOV-21G), 18.45 ± 2.23 µM, 29.23 ± 1.45 nM (UWB1.298), 22.35 ± 1.54 µM, 27.65 ±2.12 nM (HEC-1A) and 18.97 ± 2.35 µM, 30.41 ±2.65 nM (HEC-59) results not shown. The IC50 values for progesterone (20 µM) and calcitriol (30 nM) were chosen as optimal concentrations to examine the effect of hormones on the anticancer activity of DDP in the following experiments. ES-2, TOV-21G, UWB1.298, HEC-1A, and HEC-59 were treated with various concentrations of DDP (0-8 µM) alone or in the presence of either IC~50~ progesterone (20 µM), IC~50~ calcitriol (30 nM), or the combination of the two for 76 h. Cells exposed to DDP showed a concentration-dependent decrease in cell viability ([Figure 1](#biomedicines-08-00073-f001){ref-type="fig"}A,B). Treatment of cells with various concentrations of DDP (0.125--8μM) caused a concentration-dependent decrease in cell growth. A 4--57%, 5--60%, and 2--59 % growth inhibition was found in ES-2, TOV-21G, and UWB1.298 cells, respectively. HEC-1A and HEC-59 cells displayed 8-62% and 2-52% reduction in cell growth, respectively, with DDP treatment. The addition of calcitriol to DDP demonstrated an 11--63%, 10--65%, 5--68%, 10--65% and 4--60% reduction in ES-2, TOV-21G, UWB1.298, HEC-1A and HEC-59 cells, respectively. The addition of progesterone to DDP revealed 17--72%, 10--80%, 7--76%, 18--77% and 9--78% reduction of cell viability for ES-2, TOV-21G, UWB1.298, HEC-1A and HEC-59 cells, respectively. Of significance, the progesterone-calcitriol combination at the same range of DDP concentrations further reduced DDP induced cell viability. There was a 30--83%, 30--85%, 25--86%, 28--92%, and 19--91% reduction in ES-2, TOV-21G, UWB1.298, HEC-1A, and HEC-59 cells, respectively, which were significantly higher than the progesterone, or calcitriol treated alone. Progesterone-calcitriol combination markedly increased anti-cancer effects of DDP compared to progesterone or calcitriol alone ([Figure 1](#biomedicines-08-00073-f001){ref-type="fig"}) in ovarian (ES-2, CI \< 0.53, TOV-21G, CI\< 0.48 and UWB1.298, CI \< 0.52) and endometrial (HEC-1A, CI\< 0.44 and HEC-59, CI \< 0.64) cancer cells.

3.2. Progesterone-Calcitriol Combination Enhanced DDP Induced Apoptosis {#sec3dot2-biomedicines-08-00073}
-----------------------------------------------------------------------

Caspase-3 activity was determined in DDP treated cells, cultured with progesterone, calcitriol, or progesterone-calcitriol combination to assess whether the observed suppression of tumor cell growth was due to enhanced apoptosis. All cell lines treated with DDP showed a marked increase in caspase-3 activity. Comparable increase of caspase-3 activity was observed in DDP-calcitriol treated cells. However, DDP induced caspase-3 activity was 1.5--2.0 fold increased in progesterone-calcitriol treated cells compared to control cells. Preexposure of cells to caspase-3 blocker, abrogated DDP, calcitriol, and progesterone-induced caspase-3 activity ([Figure 2](#biomedicines-08-00073-f002){ref-type="fig"}).

3.3. Progesterone-Calcitriol Combination Enhanced DDP Induced Apoptosis by Attenuating BCL-2 and PARP-1 and Upregulating BAX Expression {#sec3dot3-biomedicines-08-00073}
---------------------------------------------------------------------------------------------------------------------------------------

To study the mechanism by which progesterone-calcitriol enhanced the anticancer effects of DDP, we evaluated the expression of apoptotic proteins in whole-cell lysates from control and treated ovarian and endometrial cancer cells. A marked decrease in BCL-2 and PARP-1 was observed in all cell lines treated with DDP, progesterone, calcitriol, and progesterone-calcitriol combination. On the contrary, pronounced elevated BAX expression was demonstrated in DDP and progesterone-calcitriol combination-treated cells compared to DDP, progesterone, or calcitriol alone treated cells ([Figure 3](#biomedicines-08-00073-f003){ref-type="fig"}).

3.4. Progesterone-Calcitriol Combination Increased the Sensitivity of Cancer Cells to DDP through Downregulation of the PI3K/AKT and MEK/ERK Pathways in Cancer Cells {#sec3dot4-biomedicines-08-00073}
---------------------------------------------------------------------------------------------------------------------------------------------------------------------

Activation of PI3K/AKT and MEK/ERK signaling pathways have been associated with the development of chemoresistance. The molecular mechanism underlying the synergistic effects of DDP and progesterone-calcitriol combination in cancer cells was investigated by assessing the levels of MEK/ERK and PI3K/AKT signaling pathway proteins by Western blotting. Cells treated with DDP alone or with DDP in the presence of progesterone, calcitriol, and the combination of progesterone-calcitriol for 76 h, displayed a marked decrease in the expression of p-AKT and p-ERK1/2 compared to control cells. In contrast, the levels of total AKT and ERK were not altered by any treatment in ovarian and endometrial cancer cells ([Figure 4](#biomedicines-08-00073-f004){ref-type="fig"}). Pretreatment of cancer cells with LY294002 (phosphoinositide 3-kinase inhibitor) or PD98059 (mitogen-activated protein kinase inhibitor) further reduced the expression of pAKT and pERK in progesterone-calcitriol combination-treated cells.

3.5. Progesterone-Calcitriol Combination Potentiated DDP Cytotoxicity by Suppressing ABCG Efflux Proteins in Cancer Cells {#sec3dot5-biomedicines-08-00073}
-------------------------------------------------------------------------------------------------------------------------

Drug efflux transporters and MDR-1 are deemed to be crucial in pumping anticancer drugs out of cells and causing chemotherapy failure. The mechanism by which progesterone-calcitriol enhances DDP cytotoxicity, expression levels of drug efflux transporters, and MDR-1 were assessed in control and ABC transporter inhibitor (Elacridar hydrochloride) treated cells. In vehicle-treated cell lines, the expression of ABCG1, ABCG2, and MDR-1 was suppressed with every treatment in all cell lines tested ([Figure 5](#biomedicines-08-00073-f005){ref-type="fig"}A,C). However, the expression of ABCG2 and MDR-1 was not altered by progesterone-calcitriol and DDP treatment in ABC transporter inhibitor exposed cells ([Figure 5](#biomedicines-08-00073-f005){ref-type="fig"}B,D).

3.6. Progesterone-Calcitriol Combination Sensitized Cancer Cells to DDP through Inhibition of the SMAD2/3 Pathway {#sec3dot6-biomedicines-08-00073}
-----------------------------------------------------------------------------------------------------------------

The TGF-β is implicated in chemoresistance. To explore the effects of DDP, progesterone, calcitriol, and the combination of the two on ovarian and endometrial cancer cells, proliferation and the expression of SMAD2/3 were assessed in control and treated cells in the presence or absence of TGF-βR1 blocker (LY210961). The expression of total and phosphorylated SMAD2/3 was suppressed with all treatments in all cancer cell lines, which was associated with decreased cell viability in treated cells compared to control cells ([Figure 6](#biomedicines-08-00073-f006){ref-type="fig"}A,B). Progesterone-calcitriol induced DDP mediated effects were abolished in the presence of TGFβR1 blocker. These data suggest that progesterone-calcitriol might enhance the sensitivity of cancer cells to DDP through inhibition of SMAD2/3.

4. Discussion {#sec4-biomedicines-08-00073}
=============

Cancer is a heterogenous disease, and the heterogeneity can be due to variations in cell type or metabolic distribution. These attributes intensify its complexity, challenge the treatment of cancer using a single therapeutic method, and pave the way for the development of combinational therapies. Several studies have suggested the subpopulations of cancer cells with diverse genetic makeup co-occur in primary cancers \[[@B27-biomedicines-08-00073],[@B28-biomedicines-08-00073],[@B29-biomedicines-08-00073]\]. Thus, tumors show different sensitivity to drugs, or initial treatment can execute only a portion of cancer, and those less sensitive cancer cells would survive. Combinational therapies are favored because tumors are multiclonal and genetically heterogeneous.

Cisplatin and its derivatives are used for the treatment of cancers, including ovarian and endometrial cancers. The therapeutic achievement of cisplatin is restricted due to adverse side effects, resistance development, and disease relapse for the majority of cancer patients \[[@B30-biomedicines-08-00073],[@B31-biomedicines-08-00073]\]. Combination therapy is a standard approach to chemotherapy. Benefits of combination therapy are that lower concentration agents coupled with lower toxicity target two or more critical molecular processes and pathways, diminish the chemoresistance of tumor cells, and increase patient's tolerance \[[@B32-biomedicines-08-00073],[@B33-biomedicines-08-00073]\].

In previous studies, we have shown that progesterone-calcitriol combination has cytotoxic and pro-apoptotic effects against ovarian and endometrial cancer cells in vitro \[[@B22-biomedicines-08-00073],[@B23-biomedicines-08-00073],[@B24-biomedicines-08-00073],[@B25-biomedicines-08-00073]\]. In the present in vitro study, progesterone-calcitriol combination synergistically enhanced the anti-proliferative, cytotoxic, and pro-apoptotic effects of DDP compared to those cells treated with a single agent. These results indicate that progesterone-calcitriol can potentiate the anti-cancer effects of DDP. In our experiments, DDP (0.125--8 μM) treatment alone caused a concentration-dependent decrease of cell growth, accounting for 4--57%, 5--60%, and 2--59% reduction in ES-2, TOV-21G, and UWB1.298 cells, respectively. Similar results were found in HEC-1A and HEC-59 cells, accounting for 8--62% and 2--52% reduction, respectively. However, progesterone-calcitriol co-treatment at the same range of DDP concentrations caused growth inhibition of 30--83%, 30--85%, 25--86%, 28--92% and 19--91% reduction in ES-2, TOV-21G, UWB1.298, HEC-1A, and HEC-59 cells, respectively, which were significantly higher than the progesterone, or calcitriol treated alone. Moreover, all CI values of these agents in combination were less than one, indicating that progesterone-calcitriol combination enhanced growth inhibitory effects of cisplatin on ovarian and endometrial cancer cells in a synergistic manner.

Murdoch et al. \[[@B34-biomedicines-08-00073]\] demonstrated enhanced platinum accumulation and apoptosis of cisplatin-resistant human cell lines SKOV-3 and OVCAR-3 upon treatment with cisplatin in the presence of progesterone for 24 h. The combination of cisplatin and calcitriol has also been shown to treat squamous cell carcinoma \[[@B35-biomedicines-08-00073]\] and colon cancer \[[@B36-biomedicines-08-00073]\]. Pretreatment of promyelocytic leukemia (HL-60) cells with calcitriol substantially enhanced their sensitivity to the antiproliferative effects of cisplatin \[[@B37-biomedicines-08-00073]\]. Exposure of bladder cancer cells to calcitriol increases the apoptotic response to cisplatin via VDR and TAp73 signaling crosstalk \[[@B38-biomedicines-08-00073]\]. The results of several studies suggest that the combination of other compounds with DDP could be the best approach to enhance the cytotoxic effects of chemo drugs and reduce the undesirable side effects. Although the impact of progesterone and calcitriol alone on DDP has been investigated, we showed for the first time that lower concentrations of progesterone and calcitriol combination enhanced cytotoxic effects of small concentrations of DDP in ovarian and endometrial cancer cells. Our results highlight that low concentrations of DDP, which caused about 20% of cell death, in the presence of progesterone plus calcitriol combination induced about 70--80% cell death. Preclinical studies are warranted to delineate the translational potential of these combinations into the clinical setting.

In the late 1990s, the clinical trials on hormone replacement therapy (HRT) and chronic postmenopausal conditions were initiated in the USA. The findings of the Women's Health Initiative (WHI) studies were controversial. Earlier results showed a detrimental effect than the beneficial effect of HRT. A reanalysis of the WHI trial was performed, and new analyses delineated the beneficial effect of HRT on cardiovascular disease and deep vein thrombosis (DVT) in younger women or early postmenopausal women \[[@B39-biomedicines-08-00073],[@B40-biomedicines-08-00073]\]. The progestins used for HRT vary significantly between countries. In the US, the medroxyprogesterone acetate (MPA) is the most commonly used progestin. A continuous-combined formulation with 2.5 mg/day MPA was employed in the two randomized controlled studies showed an adverse effect on breast cancer growth and increased the rates of venous thromboembolism \[[@B41-biomedicines-08-00073],[@B42-biomedicines-08-00073]\]. In our in vitro progesterone +calcitriol combination study, we have used 10 µM progesterone, which is significantly lower than Chlebowski et al., \[[@B41-biomedicines-08-00073]\], and Hulley et al., \[[@B42-biomedicines-08-00073]\] studies and have inhibiting effect on tumor growth. The inhibitory effects of progesterone +calcitriol combination on tumor growth in vivo in the presence or absence of DDP will be investigated and published in a separate study.

The BCL-2 protein family comprises of pro-survival members (BCL2, MCL1, and BCL-XL) and pro-apoptotic members (BAX, BAK) is implicated in apoptosis. The ratio of BCL-2/BAX determines the fate of cells. Overexpression of BCL2 inhibits cell apoptosis, leads to resistance to cisplatin, and results in the poor prognosis of cancer patients \[[@B43-biomedicines-08-00073]\]. In the current study, the treatment of ovarian and endometrial cancer cells with DDP and progesterone-calcitriol combination significantly decreased the BCL2. It increased the BAX expression compared to DDP-progesterone or DDP-calcitriol treated cells. These results suggest that progesterone-calcitriol combination enhanced the anti-cancer effects of DDP by reducing the expression of pro-survival and increasing the expression of the pro-apoptotic protein.

Dysregulation of many signaling pathways has been found in cancers, including PI3K/AKT, MEK/ERK, and TGF-β/Smad. These pathways have critical roles in regulating tumor initiation, tumor growth, cell senescence, cell death, differentiation, and metastasis in various stages of cancer. The increased mitogenic signaling pathways of PI3K/AKT and MEK/ERK result in continued chronic proliferation in cancer cells \[[@B44-biomedicines-08-00073],[@B45-biomedicines-08-00073],[@B46-biomedicines-08-00073],[@B47-biomedicines-08-00073]\]. We previously reported the activation of PI3K/AKT, MEK/ERK in cancer cells \[[@B48-biomedicines-08-00073]\]. The AKT/ERK activation is a sign of malignancy and chemo-resistance in many types of cancers \[[@B44-biomedicines-08-00073],[@B45-biomedicines-08-00073]\]. In the present study, we found enhanced expression of AKT/ERK in ovarian and endometrial cancer cells and downregulation in DDP and progesterone-calcitriol cancer treated cells. These results suggest that progesterone-calcitriol combination enhances the sensitivity of cancer cells to DDP by inhibiting PI3K/AKT, MEK/ERK pathways. Our results are in agreement with a study showing enhanced chemosensitivity of ovarian cancer cisplatin-resistant cells following treatment with BEZ235, which was accompanied by marked attenuation of PI3K/AKT pathway \[[@B46-biomedicines-08-00073]\]. A recent study suggested that metformin combined with cisplatin impeded cell viability and caused apoptosis by inactivating ERK 1/2 in human ovarian cancer cells \[[@B49-biomedicines-08-00073]\].

Although several therapeutic advances have been made in cancer, still the development of chemoresistance in tumors is a critical problem. Elevated expression levels of MDR-1 and ABCG2 have been correlated with chemoresistance and adverse outcomes in cancer \[[@B50-biomedicines-08-00073],[@B51-biomedicines-08-00073],[@B52-biomedicines-08-00073]\]. To further understand the molecular mechanism by which progesterone-calcitriol combination enhances DDP anti-tumorigenic effects, we examined the basal expression levels of ABC transporters. Our results revealed significantly higher levels of ABC transporters in ovarian and endometrial cancer cells. These findings are consistent with previous studies \[[@B53-biomedicines-08-00073],[@B54-biomedicines-08-00073],[@B55-biomedicines-08-00073]\], suggesting that the efflux pump ABC transporters are involved in DDP resistance in cancer cells. Additionally, following the treatment of cancer cells with progesterone-calcitriol combination, the expression levels of ABC transporters were significantly lower compared to the control cells. These results reveal that progesterone-calcitriol combination by attenuating the expression of ABC transporters sensitizes the cell to cisplatin. Zhou et al. \[[@B56-biomedicines-08-00073]\] demonstrated increased sensitivity of MDA-MB-231 and MCF-7 cells to chemotherapeutic drugs following treatment with curcumin. Several studies have indicated the role of curcumin in sensitization or reversal of drug resistance of cancer cells via attenuation of the expression or activity of ABC transporters \[[@B57-biomedicines-08-00073],[@B58-biomedicines-08-00073]\].

In the current study, the LY2109761 (TβRI/II kinase inhibitor) treatment of ovarian and endometrial cancer cells abrogated DDP, and progesterone-calcitriol combination enhanced DDP anticancer effects, signifying the role of TGF-β signaling in sensitizing cancer cell to DDP. TGF-β overexpression is shown in several cancers and implicated in carcinogenesis. Several studies using clinical specimens have revealed an association of TGF-β expression to chemotherapy or radiation therapy \[[@B59-biomedicines-08-00073],[@B60-biomedicines-08-00073],[@B61-biomedicines-08-00073]\].

We acknowledge that this study was not performed in an animal model. The synergism can be easily studied in vitro studies than in vivo using the Chou-Talalay method \[[@B26-biomedicines-08-00073]\]. Furthermore, in animal models, cells grow in a hypoxic environment and activate the HIF pathway, which might interfere with the effects of the progesterone-calcitriol-DDP combination.

In conclusion, we demonstrated that progesterone-calcitriol combination potentiated DDP antitumor activity in vitro by attenuating TGF-β signaling, multidrug resistance protein, and ABC transporters, which has the potential to enhance the therapeutic effects of chemotherapy on tumor cells. These results suggest that progesterone-calcitriol plus DDP could be a promising approach for the treatment of cancer. However, further in vitro and in vivo studies are warranted to understand the mechanisms by which of progesterone-calcitriol sensitizes cancer cells to DDP before progesterone-calcitriol combination can be considered as a viable option for cancer prevention or therapy.
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![Progesterone-calcitriol combination inhibited cell proliferation and enhanced the inhibitory effect of DDP. Ovarian (**A**) and endometrial (**B**) cancer cells were exposed to various concentrations of DDP (0--8 μM) alone or in the presence of either progesterone (20 µM), calcitriol (30 nM), or the combination of the two for 76 h. Cell viability was measured by MTS assay. The experiment was repeated three times, and a representative experiment is shown. Data are mean ± SEM.](biomedicines-08-00073-g001){#biomedicines-08-00073-f001}

![Progesterone-calcitriol combination enhanced DDP induced apoptosis. The ovarian (**A**) and endometrial (**B**) cancer cells were pre-treated with or without caspase-3 blocker (z-DEVD-fmk, 25 µM) and then treated with DDP (6 µM) either with progesterone (20 µM), calcitriol (30 nM), or the combination of the two for 76 h. Lysates from treated and control cells were subjected to caspase-3 activity assays. Data are shown as the mean ± SEM of three independent experiments. An asterisk \* indicated a statistically significant difference between the control and treated cancer cells (*p* \< 0.05).](biomedicines-08-00073-g002){#biomedicines-08-00073-f002}

![Progesterone-calcitriol combination enhanced DDP induced apoptosis modulating apoptotic proteins. The ovarian (**A**) and endometrial (**B**) cancer cells were treated with DDP (6 µM) and either with progesterone (20 µM), calcitriol (30 nM), or the combination of the two for 76 h. Lysates from treated and control cells were subjected to Western blotting for the assessment of apoptotic proteins. β-actin was used as a loading control. The values above the bands represent the relative density of the bands normalized to β-actin.](biomedicines-08-00073-g003){#biomedicines-08-00073-f003}

![Progesterone-calcitriol combination enhanced the inhibitory effect of DDP by attenuating the expression of pAKT and pERK1/2 in cancer cells. The ovarian and endometrial cancer cells were treated with DDP (6 µM) and either with progesterone (20 µM), calcitriol (30 nM), or the combination of the two in the presence or absence of PI3K/Akt pathway (LY294002, 50 µM, **B**), MEK/ERK pathway (PD98059, 10 µM, **C**) inhibitors for 76 h. Lysates from treated and control (**A**) cells were subjected to Western blotting for the assessment of survival pathway proteins. β-actin was used as a loading control. The values above the bands represent the relative density of the bands normalized to β-actin.](biomedicines-08-00073-g004){#biomedicines-08-00073-f004}

![Progesterone-calcitriol combination enhanced the inhibitory effect of DDP by attenuating ABCG efflux proteins in cancer cells. The cancer cells were treated with DDP (6 µM), progesterone (20 µM), calcitriol (30 nM) or progesterone-calcitriol combination in the presence (**B**,**D**) or absence (**A**,**C**) of ABC transporter inhibitor (Elacridar hydrochloride, 0.25 µM) for 72 h and expression changes of ABCG1, ABCG2, and MDR-1 proteins were assessed. β-actin was used as a loading control. The values above the bands represent the relative density of the bands normalized to β-actin.](biomedicines-08-00073-g005){#biomedicines-08-00073-f005}

![Progesterone-calcitriol combination enhanced the inhibitory effect of DDP by suppressing the expression of SMAD2/3 in cancer cells. The cancer cells were treated with DDP (6 µM), progesterone (20 µM), calcitriol (30 nM) and progesterone-calcitriol combination for 72 h in the presence or absence of TGFβR1 blocker (LY210961, 10 μM). The effect of treatment on SMAD2/3 expression (**A**) and cell viability (**B**) was assessed using Western blotting and MTS assay respectively. β-actin was used as a loading control. The values above the bands represent the relative density of the bands normalized to β-actin. Data is the mean ±SEM of triplicates: an asterisk \* indicated *p* \< 0.05 (statistically significant) between the control and the treatment groups. The experiment shown is representative of at least three experiments, all with similar results.](biomedicines-08-00073-g006){#biomedicines-08-00073-f006}
